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^= (54) Title: METHOD OF EXAMINING COLON CANCER AND COLON ADENOMA 
||j (54) S&8KDS*: *JBJS&tf*lMkll0>tt£3£j£ 

= ( 57 > Abstract: It is intended to provide an examination method useful in diagnosing colon cancer and colon adenoma whereby a 
^ patient suffering from colon cancer and a patient with a high risk of colon cancer can be detected at a high ratio, and an examination 
reagent therefor. A remarkable difference in the distribution of sugar chain sulfating enzyme GlcNAc-6-suffotransferase isozymes 
is found out between a noncancerous colon tissue and a colon cancer tissue/a colon adenoma tissue. Then, it is clarified that colon 
cancer and colon adenoma can be specifically detected by detecting GlcNAc-6-sulfated sugar chains in a definite range from tissues 
fS| or fecal samples of patients by applying the above difference. By using MECA-79 antibody (Pharmingen Catalog No. 0996 ID, 
00 Becton Dickinson) reacting with GlcNAc-6-sufated sugar chains specifically formed by enzymes occurring in colon cancer and 
colon adenoma, colon caner and colon adenoma can be examined. 
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m m m 

[ooo2] *®m&mtm* iWDu-oistK &m&&<ntcit><D&&jjms&mb£tix\, ^ 

Sbffi^—^—iLr}iSJ^i«ttSe(carcino-embryonic antigen, CEA), 

[0003] »&m&bLx*Mtt¥t6z*kic&ttzk* %¥±mmtz. &;vuz*mm& 

z.k&&\ ^ox > k< iz£>¥*mi&<D&m&&*<o±mzntifrz&&m)\%m* 
mztix\, ^ e xf&m<r>^n^k^ti^xmmm<D^w^m\^m<>xnmE^ 

\z&tt.xim<Dwm&mz&ttkn^hfte. - 

„ fo5V M*N-Tir?VW/i^1K^ (^T rcicNAcj ^ 0 ) <DG-mmi)A>&'P'fZ ( 
^*©^©T^y-if^A^*lfeh,"CV^^ % *<Dfti>Xl-GlcNAc6STl-tffiltiZk 

htt^xmrnvM^-j-tt^ *Mm\z&Y}zm&(&m&{k<Dmmti:&T&®.mz 
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„ mit\zthti:'2xmmzmMtemt&7F&ti\\ £*>»c. ^,<dt^j^ j*x*>z> 

£0005] 5K-(?Jtinif§HEC-GlcNAc6ST«:6H5^^GlcNAc^B&i-5iS, Z<om% V ^ 

v^^^^4 3 <DGlcNAc^^e^^k•t-5<o-e. ^istcaiflSrt-c-e-^iT^^iKD^at 

t&WLte\*.%t>#>X4!'$kXlbZ>* — # % GlcNAceST-l-^I-GlcNAceSTfee-^-fb 
GlcNAc$:-g-fi£i-5fc*, 6-fiS^t;GlcNAc^HEC-GlcNAc6ST l£«fc 9 £ iv£ £ V ^ 

Ljo>U GlcNAceST-lXtW-GlcNAceSTcDS^M^JiHEC-GlcNAceSTi?)^^ 
VVLt;0^JI^LTV^(#4£f^;£i&3, 4)„ Z(Dltfr, GlcNAc6ST-l-^I-GIcNAc6ST 
, HEC-GlcNAc6STf£tf^^ 

[0006] y^>^<D^g^^-^^y^^-(^r5^^i:UTltT|E^tLTV ^ 

^y*o-^V#t#(MECA-79£i;#) :Sti&5) tfSfc^S-jfc&^GlcNAc 6HjS 

^I^^^S^•t-^)i^:*5^gJP ) i ^ XV^5(^!!#fFS:jSt6) 0 

HEC-GlcNAc6ST^^^. CHOi^^Ni^^— ^#pmOi^8a){Cite^Ai- -5 1 
""* x )^^®^(0^^(MECA-79)^arS^^ai^t-SCi*S#^nTVNS^ 

I00O7] ^f^fr^Tjftl : Izawa, M. et al., Cancer Res., 60: 1410-1416, 2000 

^#S?^2:m22laIB^^®jS^-^--^^^^^*, pp. 42-43. 2002 
3&&¥fX&3 : Seko, A. et al., Glycobiology, 10: 919-929, 2000 
&ftf?JCl&U:Seko, A. et al., Glycobiology, 12: 379-388, 2002 

##f*;£i§fc5:Streeter, P.R. et aL, J. Cell Biol. 107: 1853-1862, 1988 

^^ff;fci&6:Bruehl, R.E. et al., J. Biol. Chem. 275: 32642-32648, 2000 
:Yeh, J.C. et al., Cell 105: 957-969, 2001 

[0008] mi^mmm^mcoL02omm)tim^m±&mmm(hv^^>A^m^ 
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fcsw4803fflfi&) movvC; ^4EeA-79^:#:Srffiv^fc7a-i^^h^^y— fmrmm** 

(Arbitrary Unit) £^To 
[|S2]HEC-GlcNAc6STite^, GlcNAc6ST- litter I-GlcNAc6STift^^$r^AL 

h&mmtmt&m&wjfomm. mmt&x&g. (Arbitrary unit)&^i- 0 

[04]J&#^K«jSijfSti:^iS^»ieiiiJ:ov ^ECA-79fct#£fB v ^tftfc?Kft 
[07jMECA-79gfc*(77— 5^3^*t*^n^#-g^09961D) ©#*o^fcjjH"IH"i? 

[0009] ifi5^T^^jii#s^BSofe^©^v^#^m-r-5^^^ 

[0010] *««HWrJ*ft«>J**. IS®«^ffc#3ftGlcNAc-«-«gSfeS^SI|gOT-ry 
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^GlcNAc-e-^rfb^tRJ^i-^flctLT, AG223 (Biochem. (Tokyo), 
124: 670-678, 1998). G152, G72, AG97, AG107, AG273, G2706, G27011, G27039 
(Si±. J. Biol. Chem., 273: 11225-11233, 1998)3?#&;&S*q£>;h/CV^ e — 

fclgbd^GicNA^-^^b^^^i-s^i^^btLTv^C^^Xi^e),, r 

i-5^lSif4^^ s ^V^^5V>l4^Mr*fcO,«TJi^t-5GlcNAc-6-?5£m>fb 

toon] BP*>* #3S93t±, 8a&t*>*§*8L fl^^U<tt«fi!X{irtbe»fl5ttffl«?(c*hr5 

^a^&T'fco-C, ^^L^dS, GlcNAc-6-ag?Sfe^^HEC-GlcNAc6ST3t^ 
&l&m^5^fiaiC#^L,GicNAc6ST-lX(4l-GlcNAc6STiSe^^-r5*fflliS 

COftlKW:, GlcNAc-6-filt®g$s^^HEC-GlcNAc6STit^^aiALfc^Bia 
liHWEU Glc^c6ST-l^ttI-GlcNAc6STii&e^^SAU^:iftBliafCtt#^L^V \&» 

[0012] wtD^tm^Tia-^s: 

Rl-Gal 0 l-3/4(SO s -6)GkNAcj9 1-R2 

Gal 0 0 #7^1 — *£:^L, GlcNAc 0 it jS N-T-fefvl^/l^ih^^U Gal £ 1 
-3/4f2, Gal^CDl&tGlcNAc/5^3fiSU { /XI*4<iW s ife-a'-r^-i:^U, (SO s 
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-6)ttGlcNAc 0 06tfcfC^M##iH]L-Cl *3£.ktr*U R2li— 3GalNAc a . -3Gal 
B Xtt-2Man a GlcNAc 3 ©Hfcfc*fr£i-5. ) T^SitSHgtS^rtS. 

[0013] Hf^(0^fc^Sr#Uc^p-^SrS^-e;. rtoiiffi^ 

£tfS£?£U \ ^(DZfu—zftl^Xit^ £tfcMgG£t#, T'ayMVG, t/ptMVA, ^cr 
£M£H&5Gf£ (1251) . If* {<<At***sr^—l£* TflsHy7*X7Tf—Z)ti*mf 

[0014] *fe, #38$3te, GlcNAc-6-eSKS^a^tlHEC-acNAc6STJte^-^IS^i-5 
&il$lc:#q£UGlcNAc6ST-i;£haH31c^^ 

MECA-79Si<*:^<o )T*fc£o 

#$&0Jfci:, GlcNAc-6-«SSjS«s5^#5!?HEC-GlcNAc6ST3Se^-$r^Abfe 
^S&lC^fiE'U. GlcNAc6ST-lX^H31cNAc6STitfe^^^ALfc)teli&{C«#&Uf 

. MECA-79#L#$r|&< e 
[O015] *36Wtt» ^MXtt»iiIf©M > 

Rl-Galj3 l-3/4(SO -6)GlcNAc/3 1-R2 

3 
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-tZ>&M<§.U MECA-79##3r&<„ )T*fe5. 

[0016] GlcNAceST-l^I-GIcNAceS'refc^'J^^iX-f , HEC-GlcNAc6STfc*tt#-^^-C 

Rl-Gal /3 l-3/4(SO "-6)GlcNAc $ 1-R2 

[0017] fr|^^ttGlcNAc^-m'ft^^#<^^fc5GlcNAc/3f4^**^fe^ 

&Tm^3F35#t£«fc£W3Ea^ HEC-GlcNAc6ST(iril*-C^ixfc-t-^'C 
OGlcNAc 3 l-R2^e£^S*^1-6tg^^oCt^*J^LTVN5 ,(*Wfi»4 
, 73?) 0 ^^^^-UTGlcNAceST-lXtW-GlcNAceSTtt, #j£<£>R2gB#£&o3&-g- 

HEttlcHAc.6ST&ffim.m&fc&TZ&. GlcNAc6ST-lS.m-GlcNAc6ST*5fc^ 
OfiSSIS$rlK#t?#*V R2iS-3GalNAc a TJkS#^amfc#^1$:i£teS0 3 " 

-6GlcNAc 0 l-3GalNAc a.tftS)^ ~3Gal 0 r-hZmGimffik&tDM&teSO'-- 
6GlcNAc 0 l-3Gal 0 bt£5)k. -2Man a r£>5^(fiSt&fc&O«iittS0 - 
6GlcNAc 0 l-2Man a t^)-Ch^ti^ML-X\^ (J. Biol. Chem.. 277: 
3979-3984, 2002&TJGlycobiology, 12: 379-388, 2002) „ ^W&gSfK&WC 

[0018] JHgiSf*g^GlcNAc-6-gt^fc^Jls mm$d&<DGlcNAclzmm£*ttMVX±m 
Oi9(r6-a^-fkGlcNAc(fiP*>, SO s "-6GlcNAc)^r-a-^-t-5 0 LA>U INI*«St-6- 

te&mg-mktt* )1^6-a^bGlcNAc(C*-f#iin$ne«5gfiGalB 1-4S.TJ5 
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PCT/JP2004/00980S 



Gal 0 l-3T'hUGd$ l-3/4k&ia-f-5)„ £L>\ZZ*UZto*.X \ NeuAco2-3/6 % SG^ 
"-3/6. Fucol-2/3/4*5#ij]-t-5wi:dS-iS6*)lCftlbiX-rV^. w£>Rll3S#tt 

Xttfy&ttf&OXfo*. w<afc&Rl&5#ktHEC-GlcNAc6ST\ GlcNAc6ST-l-^ 
I-G]cNAc6ST^if<DGlcNAc-6-a^ ttH t>9 #ftV \ 

[ooi9] ::©J:$fclNtt#*'SStJ5[»±* *3^mtt^&m&^tZftft^x^hih1z 

Enzymology, 312: 160-179, 2000; Methods in Molecular Biology, 199: 203-218, 
2002fc««rJlV*T#5r.fc#ai3fc8. 

[oo2o] m£ttGicmr*-m&<tmmiz±m&<D%-ti:b-? ±Mffi<t>&£.mm 

ffib^ffi^*Sil5v\ ^&^tfem^^6-a^Mtt«%*r^tfe^t^ 

[0021] *T » th**©^:^JSllia^tiE^^^±^:JWfla«(COV^TRT-PCR«feSrffi^ 
-CGlcNAc-6-0^k^^Tw'yf s ^©3te^^^Ue 5 '<3t« 

RT-PCR«?tlf^*5V>T, HEC-GlcNAc6STite^-(Genebank AF131235)3g^>& 
ttiffiOPCR^ 0 ^-)'-^— ^UTupper strand'ffiliiia?'j#^-l, lower strand{ffl«iE?>J# 
•§-2^-g-^y^^^^K^V^(Tni=59 < C), GlcNAc6ST-iae^(Genebank 
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AB01145l)S§m&ttiffi<a7'7^— tLTupper strand<BJttE5U#-^3, lower strand 
{fflfiE^J##4©^^y^^W^^K$rffiV^Tin==62'C),I--GlcNAc6STjie^F 
. (Genebank AF1 76838)561i^& ttiRl (OPCR7°y^(^— tL-X » upper strandffiJfiE^J# 
^-5, lower slrandffia«E^J#-^6O^^-y=i , ^V'^KS:ffiV>fc(Tm==60'C)„ 

-eoM^:SrSla{C^-r o HECH31cNAc6ST!it^Sr3£<3g3IU GlcNAc6ST-l£. 
OT-GlcNA<£STatte^£f5£/^3&mUtV MSHJ&tLT, COLO20l8Bl}&as&S!#)# 
^5ffi^^i5''->'^-t-«Bfia-Cfc^li^2i3J5iL.fc J> HEC-GlcNAceSTite^iSr 
JS£A/t*$g3Hrf\ GlcNAc6ST-lX.tn-GlcNAc6ST5te^-Sr*itl-^^-t'5}ftBfiai: 
UT,SW4803BJ®£fy=*^>A^SUtTSA-S^^^ 

=>^U COLO201*8flS£:cl;<E:J&U TSA-SW480*fflfi& < !:Sf£l^V ^#£&5?!b 

/to ; ^ 

4 ; , ^4*^, 30 min. -fcttrntZymed Laboratoriesrft^1^M7:yhIgM£t#:» 4"C, 30 
min,)i??fe^L7c:0*,{CFACScan (Becton Dickinsontfc) |:-C7n- iM'rvrfr-iJ— MVf 

-^09961D, ^fh^-T^y^y^tiMm) #COLO201*fflSSi£<SJ&U 
TSA-SW480®Ife^lS1£(a&V^#T-;MK ^®Si^»fO^^(CigL^flCT'fe 
^C^755flJ^UT^JltL*fbT, StM<tL.TffiV^cG72$t0:O. Biol. Chem. 
273:11225-11233, 1998)ncOLO20mB&bTSA-SW4B0lml&<nffi%<DmB&bipiM 

[0023] ^IISS^J WHEC-GlcNAcSSTit^v GlcNAc6ST-litfe^ I-GlcNAc6ST5H5 
HEC-GlcNAceST^ite^lEAiaBiao^l-fiite^Genebank AF131235)$r 
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PCDNA3. \<<99— K^AUcfc^Sr/il \ GlcNAc6ST-l £>jt£^#A*Bfi&<Offr£; 
Kfilte^HCenebank AB011451)$rplRESlhygro-<^— \Z.mXUzh<0&%\ \ 
I-GlcNAc6ST£Datfe^-^A»JI&«Df^fifeH:H3te^-(GenebankAF176838)lr 

ife^®2^^„MECA-79^^tiHEC-GlcNAc6STig^^^[Xiaai!a<t@feT3S 
<R£U GlcNAc6ST-lite^Ai8Bja^'I-GicNAc6STjte^A«Bflaittr<e 

[0024] MECA-79^^«VNT^S^^^^fe^^#*3fe^^miSi^31^^ 
Ig^KVectastain) «r#^t<D^^^iii9(CfflV NTfirofc, 

[O025] &Sto£Jk6«£i34{C^-r o 

H4al4 > Sf«IH (Ca) (N) Offe^lCS:^ «"C 

I34btt, fSJ£jfc&J8£r» AG107^^ v ^T^fc/tt^^-r o AGi07#;#r±ii?i? 

.... (OGicH^-mmkmm-ntKfo^tt^ 

mmu <n) viz? &-r-o tzKtn.mz&^xm. GicNAc-6-mm<(kMm& ^kn 

fl&BK^V^^GlcNAc^gtg&te^O^ 
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[0026] &mrnmxt*. ±m&B&<DmmmmmfcttLXMECA-7mfczm^tdmmiit, 
*w$ittx&Tmma:9mvfc. mmm\c£<>xtzm&*>im<»&w . 
&<Dmm&*&m<DMi&^&&&%7Lz>±X'mmx&z 0 

Kh&O.lg&tizttllil'^yy— (10 mM PBS, 1% BSA, pH 7.5)lml^ iC&tttfc* A?C. 
8000g, 15#IBiS&;SMi*fTV\ nbtltz±ffi40n L^RI'^.r— 120ju iMiL^ 
Zf/VbUz* Clih^rPVDF^ (Immobiloru $JJ#7\ Lot K2JN2659B)(C B I "7pyY\s* 
...... ^#^HJ££^P3^Uc<0*> v MECA-79#t&, frW&^NgMffifl:, POD^§&- 

iZX^Zlttz. 

*©»*SrH5H^-r. ^Mfll80J*40y(5O%) % *J&JfiUII^#J8^*4#J(50%) 
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S^#:dS.GlcNAc-6-a^^»^HEC-GlcNAc6STjt^^^m-t-<5iKaatr 
GlcNAc6ST-lXiaH31cNAc6STit^^Sr|§^-#-5jj?B^lCf4#feUCV 

[2] MfE^^S, GlcNAc-6-^S^^^HEC-GlcNAc6STjS^^^ALfcj^fl& 
«C#*EU Glcl^c6ST-lX«I<;]cNAc6STa&|g^^AL.fciSBI&{C{4#^ELJiV^^ 

[3] «WEjftJR«STR-«W: 

Rl-Gal 5 l-3/4(S0 3 -6)GlcNAc /5 1-R2 

Gal j3 ft 3 *££U GlcNAc 0 {4 0 N-T-tfvl^/l^lJ-^Sr^U Gal 3 1 

-3/414. Gal 3 omtGkNAc $ <D3tiL&Xfi/Xtemtt*i£&-t2>Z.b%^U (SO 

3 

-6)f4GlcNAc 3 ©6^tlca^^WlraU-CV^^>itS^^L, R2f±-3GalNAc a , -3Gal 
3 Xte-2Man a **U GlcNAc 3 ^1^^^^ ) T^$t^5*S^Sr^r1-5B* 

*ix«:2tj:e*©tiaE^ife. 

[4J i»lE«:{*i& s MECA-79#ifl£ (77~5>^>lt*i?a^#-f-09961D) -CfcSlf #^1 

[7] GlcNAc-6-5S^S^^^HEC-GlcNAc6STat^^^-r5j8aag{C#^L, 

GlcNAc6ST-m{4l-GIcNAc6STite^-Sr|g^i-SiaBl!a^fi^L*V ^Xtffifcft 
*CL*H?ffiUtV >INI»«1-Sft|R i# Utt fcRJ&i-5*l:f«fiU MEGA-79^ 

[8] GlcNAc-6-6!Eg|^l|E^#HEC-GlcNAc6STjae^$r^Abfc#ffliaf^^U> 
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GlcNAc6ST-lX^H31cNAc6STite^^AL7t^liS(rtt#^L/ t cv^^f±^ft 

Rl-Gal j3 l-3/4(SO -6)GlcNAc $ 1-R2 

Gal £ It /3 #7*h-*£^U GlcNAc B t± & N-T-fc^^Ol^a-jK^Sr^U Gal jS 1 
-3/4te, Gal 0 Ol&tGlcNAc 3 ^3<^I*/;£tt4&t35Si!££-t-5w £:£^U (SO s 
-6)ttGlcNAc e <DSGL\LmMM&ttMiL>X\, v5C££^U R2«-3GalNAc a , -3GaI 
e XJ4-2Mana^L, GlcNAc 0 © ilK'lCMF^f ) -C^$tt5«NK*#f-5ttJl 
fc4*»ttJr^-T5«:<*(fi.b,KffiCA-79tt#Sr|»< D ) 0 
tlO] MECA-7^#Xtt»**7-9<OVNi*n*^«|tK«0|(t^*^»trS^ 
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[2004^11J34B (04. 11. 04) BHE*ttAS9 : fiJBIMSfcKDff 3fc©&B7-10fi 
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PURIFIED RAT ANTI-MOUSE PNAd CARBOHYDRATE EPITOPE (CD62L 
Ligand) MONOCLONAL ANTIBODY 

PRODUCT INFORMATION 

Catalog Number: 5538S3 (Was: 09961D), 0.5 rag 

^^P** 0 " 1 Pmtf^mtl^roouse PNAd C at fachy drate Epitope (CD62L Mgand) 

! mmuno 8 en: CoJlagEnase-dispcTKxl BALB/c lymph node stroma 1 

jyrtyP*' . Rat (Wistar) IgM. r 

ComBn,s: Purified immunogiobulin m 10 mM phosphate buffer pH 72 

wtm 500 mM NaCI and 0.09% (w/v) sodium aztde. 

SPECIFICITY 

™a^ A t£ ^ SUlfate i ef T dem ^hy*^ epitopes of peripheral lymph node addressln 

S^Si i^i^^S^ amigentSd f 5dy associated with the carbohydrate Uganas mrTsdecdn <e^ cS*? 
¥££1 "« ^^i^Sa*? " expressed on high endothelial venules (HEV) In lymphoid tissues and * sites of 
^l^S??^ 1 - Cross-reactivity with htxman." ovine.' bovine. 7 prtmatj and^cine« tissues hasbeen 

f^EL^S*?* M ? b ^_ !nhibtlS dependent lymphocyte and plateilimlng nTW^as Tv££ 

and to vitro adhesion to lymphoid tissue HEV 1 - 4 and immobOired PNAd. 3 * 10 r 

PREPARATION AND STORAGE 

S^^Jhl^^a^ fr ° m ^P*" 131 ^ * ^natography. The antibody solution should be 

USAGE 

^S^jll^ ^en tested by inumnwhJstodiemical staining (THC) of dtrate-pretreated formalin-fixed parafnn- 
^eo^dsecUorB (5 - ug/ml) to assure sf*cifWty and reactivity. Other reported applications include IHC of Sne- 
^in^/S^L i 1 ™^PreciP^tion2.3 western blot analysis. io and in vitro and to vivo adhesion 
bkxJur*gJ*<a.io Sim* application vary, ea^ 

Caution: Sodhirn azide ts a reversible inhibitor of oxidative metabolism: therefore, amlboov mt»miir«* r™t»»r*h,r, 
™u mustnot be used in cell cultures nor injected into la^T^n^^m^^^^^^^Jl 

studies, we recommend the flA/LE^ (No Azide/Low Endouam) amihody format far in Wtm and in rtwwe 
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